Counter-immunoelectrophoresis (CIE) has recently been applied to detection of Australia (Au) antigen in patients with serum hepatitis (SH) (1) (2) (3) . The results of the CIE test can be read in 1 to 3 hr in contrast to the 1 to 3 days required for the immunodiffusion test, and lower concentrations of antigen can be detected. Prince and Burke (3) used a buffer for bridging to the agarose slide that had a lower ionic strength than the buffer in the agarose. Osmosis is decreased under these conditions, and acidic proteins move more slowly. They also recommended cooling the agarose slides to 23 C and maintaining this temperature while voltage is applied. In contrast, we found an advantage in using enough current to warm the agarose to between 30 and 35 C as proteins then move more rapidly.
This led us to investigate discontinuous CIE (DCIE), which was done by reducing the ionic strength of the agarose slides as compared to that of the buffers used for bridging the slides to the anode and cathode chambers. Under these condi- 
RESULTS
Effect of discontinuous electrophoresis on serum proteins. Normal human serum was electrophoresed in 1 % agarose for 15 min, at constant pH 8.6, in Veronal buffers with ionic strengths varying from 0.0125 to 0.075 ,u. In all instances, the buffer used for bridging and in the chambers was 0.075 ,s. Results are shown in Fig. 1 . As the ionic strength of the agarose decreased, the acidic proteins moved more rapidly to the anode and the globulins to the cathode. At very low ionic strengths (0.0125 to 0.025 ,A), the effect of electroendosmosis was manifest in that there was some distortion of the pattern of the acidic proteins. The distortion is probably due to the low solubility of certain proteins at this low ionic strength of buffer.
Effect of DCIE on Au/SH antigen. In a typical experiment ( Table 1 It should be emphasized that serial dilutions of antigen or antibody must be made in the low strength ionic buffer for maximum effectiveness of DCIE. In practice we routinely run DCIE tests with 0.015-A agarose (pH 8.6), 0.075-,u bridging and chamber buffers. All antigen and antiserum samples are diluted in 0.015 , Veronal buffer. Apparently, the maximum effectiveness occurs when the ionic strength of the buffer in the agarose slides is about one-fifth of the ionic strength of the chamber buffers.
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